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domain is spatially and temporally constrained 
at human centromeres
Justyne E. Ross1, Kaitlin Stimpson Woodlief1,2 and Beth A. Sullivan1* 
Abstract 
Background: Chromatin containing the histone variant CENP-A (CEN chromatin) exists as an essential domain at 
every centromere and heritably marks the location of kinetochore assembly. The size of the CEN chromatin domain 
on alpha satellite DNA in humans has been shown to vary according to underlying array size. However, the average 
amount of CENP-A reported at human centromeres is largely consistent, implying the genomic extent of CENP-A 
chromatin domains more likely reflects variations in the number of CENP-A subdomains and/or the density of CENP-A 
nucleosomes within individual subdomains. Defining the organizational and spatial properties of CEN chromatin 
would provide insight into centromere inheritance via CENP-A loading in G1 and the dynamics of its distribution 
between mother and daughter strands during replication.
Results: Using a multi-color protein strategy to detect distinct pools of CENP-A over several cell cycles, we show that 
nascent CENP-A is equally distributed to sister centromeres. CENP-A distribution is independent of previous or subse-
quent cell cycles in that centromeres showing disproportionately distributed CENP-A in one cycle can equally divide 
CENP-A nucleosomes in the next cycle. Furthermore, we show using extended chromatin fibers that maintenance of 
the CENP-A chromatin domain is achieved by a cycle-specific oscillating pattern of new CENP-A nucleosomes next to 
existing CENP-A nucleosomes over multiple cell cycles. Finally, we demonstrate that the size of the CENP-A domain 
does not change throughout the cell cycle and is spatially fixed to a similar location within a given alpha satellite DNA 
array.
Conclusions: We demonstrate that most human chromosomes share similar patterns of CENP-A loading and distri-
bution and that centromere inheritance is achieved through specific placement of new CENP-A near existing CENP-A 
as assembly occurs each cell cycle. The loading pattern fixes the location and size of the CENP-A domain on individual 
chromosomes. These results suggest that spatial and temporal dynamics of CENP-A are important for maintaining 
centromere identity and genome stability.
© 2016 The Author(s). This article is distributed under the terms of the Creative Commons Attribution 4.0 International License 
(http://creativecommons.org/licenses/by/4.0/), which permits unrestricted use, distribution, and reproduction in any medium, 
provided you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, 
and indicate if changes were made. The Creative Commons Public Domain Dedication waiver (http://creativecommons.org/
publicdomain/zero/1.0/) applies to the data made available in this article, unless otherwise stated.
Background
Centromeres are essential chromosomal loci, where kine-
tochore formation occurs, for segregation of chromo-
somes in meiosis and mitosis. Human centromeres are 
composed of alpha satellite DNA with a ~171-bp repeat 
subunit tandemly organized into higher-order repeat 
units (HOR) [1–3]. Variability in alpha satellite array size 
occurs both between chromosomes and among individu-
als, as repeats of the HORs produce homogenous arrays 
at each human centromere, ranging from two hundred 
kilobases up to several megabases in size [4, 5]. However, 
centromeres are not exclusively dictated by the alpha sat-
ellite DNA; specific sequences are neither necessary nor 
sufficient for centromere formation. Rather, centromere 
specification is defined by the epigenetic mark of histone 
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CENP-A defines the functional site of a centromere 
and provides a structural foundation for the kinetochore. 
Although alpha satellite forms a homogenous array 
extending over megabases on a given chromosome, cen-
tromere proteins normally occupy only a portion of the 
array [10–13]. This CENP-A/centromeric (CEN) chro-
matin domain is uniquely arranged as interspersed sub-
domains of CENP-A and H3 nucleosomes, including 
both H3.1 and H3.3 [13–17]. Our previous work has 
shown that the CEN chromatin domain assembles on 
30–45 % of any given alpha satellite array [18]. Thus, as 
with alpha satellite array length, the genomic size of the 
CENP-A domain varies among non-homologous chro-
mosomes, but is consistently proportional to alpha satel-
lite array size, regardless of chromosome identity. A range 
of CENP-A domain sizes among human centromeres 
suggests that the organization of CEN chromatin, such as 
the concentration of CENP-A nucleosomes within sub-
domains, varies based on the total genomic extent of the 
CEN chromatin domain.
In order to maintain genomic stability, the CENP-A 
domain must be propagated epigenetically over each cell 
division. Distribution and incorporation of CENP-A have 
been characterized over the cell cycle, following a pattern 
dissimilar from canonical histones. Loading of CENP-A 
is uncoupled from DNA replication, occurring during 
G1, while during S phase CENP-A is dispersed to newly 
replicated DNA, and CENP-A protein synthesis occurs 
only during G2 [19–22]. CENP-A nucleosome numbers 
have been estimated at ~200 CENP-A nucleosomes that 
are split into ~100 nucleosomes per centromere during 
S phase [23]. The manner in which the CENP-A domain 
is propagated within its genomic context of large, chro-
mosome-specific, alpha satellite arrays has not been 
determined. The CENP-A domain may expand, contract, 
or remain static, as CENP-A is loaded and dispersed, 
depending on how much CENP-A is incorporated each 
cell cycle and its placement on the alpha satellite array. 
The number of CENP-A nucleosomes within CEN chro-
matin changes during replication, and, given the highly 
homogenous state of alpha satellite, it is not known 
whether the position of the CENP-A domain or subdo-
mains within CENP-A chromatin are fixed or fluid.
In this study, optical mapping was used to measure the 
proportion of CENP-A chromatin on the alpha satellite 
array and determine whether it is fixed in size and loca-
tion throughout the cell cycle. Additionally, multi-color 
nascent protein labeling was used to examine the incor-
poration of new CENP-A over several cell cycles. Our 
findings indicate that the domain of essential CEN chro-
matin on each human chromosome is maintained by the 
location of CENP-A incorporation and dispersal during 
replication.
Results
Similar CENP‑A nucleosome quantities are maintained 
on several chromosomes
Prior studies have suggested that amounts of CENP-
A vary among human centromeres and that CENP-A 
nucleosomes segregate randomly between daughter 
chromatids during replication [23, 24]. Such variation 
in CENP-A might be related to alpha satellite array size 
or could represent normal fluctuation between sister 
centromeres at individual chromosomes each cell cycle. 
To more specifically address the S phase distribution of 
CENP-A over time between sister centromeres and on 
specific human chromosomes, we labeled and detected 
nascent CENP-A over multiple cell cycles using SNAP-
tag labeling (Fig. 1a). In some experiments, we followed 
the SNAP labeling with FISH to identify specific human 
centromeres and track the amount and distribution 
of CENP-A at the same centromere over multiple cell 
cycles.
We established an HT1080 cell line expressing SNAP-
CENP-A. By Western blotting, we determined that 
endogenous CENP-A levels were reduced by 26  % 
(Additional file  1: Figure S1a). SNAP-CENP-A was pre-
sent at levels similar to endogenous CENP-A within the 
HT1080-SNAP-CENP-A cell line. It has been shown that 
exogenous CENP-A competes with endogenous CENP-
A, and a normal total level is achieved by down-regu-
lating endogenous CENP-A [19]. If this compensation 
does not occur, over-expression of CENP-A by 35–70 % 
over endogenous CENP-A disrupts normal centromeric 
chromatin dynamics, increasing the size of the CENP-
A domain and often leading to neocentromere forma-
tion [18, 25, 26]. We measured the size of the CENP-A 
domain on specific chromosomes in the HT1080 SNAP-
CENP-A line and did not observe an increase in CENP-A 
domain size, an established indicator of altered CENP-A 
chromatin dynamics (Additional file  1: Figure S1b). We 
also did not visually observe CENP-A localization else-
where in the genome, as has been reported for CENP-A 
over-expressing lines [25, 26]. We conclude that the mod-
estly increased level of CENP-A does not abnormally 
affect the dynamics of the CENP-A chromatin domain.
HT1080 SNAP-CENP-A lines were arrested in mitosis, 
since metaphase chromosomes allow analysis of CENP-
A distribution during the previous S phase to each sister 
centromere of individual chromosomes. In each SNAP 
labeling experiment, we visualized total CENP-A by 
immunostaining to measure the total amount at each cen-
tromere. Nascent CENP-A pools loaded in specific cell 
cycles were also visualized using different fluorophore-
conjugated SNAP-tag labels (TMR-Star and SNAP-Ore-
gon Green) (Fig. 1a). To ensure that we detected distinct 
SNAP-CENP-A pools, it was necessary to treat cells with 
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SNAP-block (bromothenylpteridine, BTP) each cell cycle 
to quench SNAP-CENP-A produced in the previous cell 
cycle (Additional file  1: Figure S1c, d). The fluorescence 
intensity of total CENP-A and cell cycle-specific pools of 
SNAP-CENP-A at sister chromatids was measured at all 
centromeres using a custom imaging script.
We observed that typically the total amount of CENP-
A was dispersed evenly between the two sister cen-
tromeres; the average for one sister centromere was 
50.01  % (±12.83) and 49.99  % (±12.83; n =  13,435) for 
the other (Fig.  1b). SNAP tagging of nascent CENP-A 
pools loaded into centromeres in consecutive cycles (i.e., 
Cycle 1 vs Cycle 2) versus alternate (Cycle 1 vs Cycle 3) 
was informative for comparing the distribution of CENP-
A over time (Fig. 1c, Additional file 2: Figure S2b). These 
experiments revealed that over successive cell cycles, 
centromere-incorporated CENP-A was, for the most 
part, split equally between sister centromeres (Fig. 1c, d). 
Moreover, several data points highlighted that the dis-
tribution of CENP-A behaved independently between 
pools of cycle-specific CENP-A (Fig. 1d). CENP-A could 
be divided equally in one cell cycle even if the CENP-A 
from the previous cycle was disproportionately distrib-
uted (Fig.  1e–g). For instance, if 85  % of CENP-A was 
distributed to one sister in cycle 1 (old pool), that same 
sister did not always receive 15 % of CENP-A in cycle 2 
(newer pool). In fact, it was just as likely to receive 50 % 
of the newer pool of CENP-A (Fig. 1f ). Conversely, if the 
older pool of CENP-A distributed evenly, the newer pool 
could do so unevenly, suggesting that there was not a 
bias in the older versus more recently distributed CENP-
A pools. These findings also show that we were able to 
accurately quantitate the amount of CENP-A from older, 
more dilute CENP-A pools, in addition to the newest 
pool. Overall, these results indicate a preference for rel-
atively equal distribution during replication of both old 
and newly incorporated CENP-A each cell cycle and that 
a previous pattern of unequal CENP-A distribution was 
not compensated for in the next cell cycle.
We also specifically tracked CENP-A (total and dis-
crete pools) at the centromeres of Homo sapiens chro-
mosomes 1, 17, X, and Y (HSA1, HSA17, HSAX, HSAY). 
These chromosomes were chosen because they repre-
sent a range in chromosome and alpha satellite sizes 
(large arrays: both HSA1s, HSAX, one HSA17; small: 
one HSA17, HSAY) [18, 27]. As observed for all chromo-
somes, for these four chromosomes, CENP-A was evenly 
divided between the sister centromeres over multiple cell 
cycles (Fig.  2a, b). These data suggest that the inherit-
ance patterns of CENP-A at each centromere of differ-
ent chromosomes are similar. Our results also suggest 
that CENP-A does not covary drastically between sister 
centromeres. In the human cell line we analyzed, nascent 
CENP-A was equally segregated to daughter chromatids 
during S phase, regardless of chromosome identity or 
alpha satellite array size.
Alpha satellite array sizes can vary two- to threefold 
among chromosomes and between homologs. Like-
wise, CENP-A chromatin domain size varies in the total 
genomic distance that it occupies [18]. These findings 
suggest that centromeres contain varying amounts of 
either CENP-A or CENP-A nucleosomes are positioned 
differently along a short versus long alpha satellite array. 
To test the former possibility that large centromeres 
retain more CENP-A than small centromeres, we focused 
on four chromosomes whose alpha satellite arrays ranged 
in size (Fig. 2). The different centromeres exhibited simi-
lar amounts of total CENP-A, near the average for all 
centromeres (0.0137 ± 0.00746 AFU) (Fig. 2c). However, 
a one-way analysis of variance did reveal a difference in 
the levels of CENP-A fluorescence among the individual 
chromosomes we studied [F(3, 176) = 3.546, p = 0.0004]. 
Post hoc comparisons using the Tukey HSD test indi-
cated that HSAX differed significantly from HSA1 
and HSA17 (p values of <0.02, and <0.01, respectively) 
(Fig.  2c, Additional file  3). However, all other pairwise 
comparisons (between HSA1, HSA17, and HSAY) were 
insignificant (p values ≥0.1).
(See figure on previous page.) 
Fig. 1 Distribution of distinct pools of nascent CENP-A is equivalent between sister centromeres and between chromosomes. a Outline for using 
quench-pulse-chase experiments to detect distinct nascent pools of SNAP-tagged CENP-A over several cell cycles. After quench-pulse-chase exper-
iments, cells were arrested in metaphase, and total CENP-A was detected by immunostaining with CENP-A antibodies. Quantitative measurements 
of sister centromeres of individual chromosomes revealed how nascent CENP-A had been distributed in the most recent or previous cell cycles. 
b Frequency distribution of the difference in the total CENP-A intensity (amount of CENP-A) between sister centromeres (n > 13,000). c Results of 
multi-labeling of distinct SNAP-CENP-A pools to follow temporal dynamics of CENP-A distribution. Nascent CENP-A from consecutive (Cycle 1 vs 
Cycle 2; Cycle 2 vs Cycle 3) and alternating cell cycles (Cycle 1 vs Cycle 3) was detected. Scale bars 15 μm. d Quantitation of CENP-A fluorescence 
(arbitrary fluorescence units, AFU) at single sister centromeres in two different cell cycles. Chromosome insets highlight nascent CENP-A at single 
sister centromeres and detected in different cell cycles (red, green arrows). e A subset of the data from d showing proportionate CENP-A distribu-
tion in Cycle 1 followed by disproportionate distribution in Cycle 2. f, g Quantitation of SNAP-CENP-A distribution between sister centromeres over 
different cell cycles, showing the extreme edges (upper 80 % and lower 20 %) of the data set and illustrating disproportionate CENP-A distribution 
in Cycle 1 followed by proportionate distribution in Cycle 2
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Fig. 2 Chromosome-specific dynamics of CENP-A distribution. a Frequency distribution of the difference in the total CENP-A intensity (amount of CENP-
A) between sister centromeres of chromosomes 1, 17, X, and Y. Nascent CENP-A fluorescence (green or red) on representative chromosomes represents 
specific cell cycles (i.e., Cycle 1 and Cycle 2). b Quantitation of CENP-A fluorescence (arbitrary fluorescence units, AFU) at single sister centromeres in two 
different cell cycles for chromosomes 1, 17, X, and Y. c, d Quantification of total CENP-A fluorescence (c) or segregating units (d), based on stochastic fluc-
tuation of CENP-A fluorescence, at the centromeres of four human chromosomes. Values for HSA1 and HSA17 represent both chromosomal homologs. 
The diploid cell line studied was male, so HSAX and HSAY values represent haploid chromosomes. Dotted pink line indicates the average across all human 
centromeres. Mean and standard deviation are indicated for each centromere. e The range in CENP-A fluorescence quantified as segregating units (SU) 
between HSA17 homologs whose alpha satellite arrays vary in size by 2 megabases. Only p values <0.01 were considered significant. Mean and standard 
deviation are indicated. f The distribution of nascent CENP-A segregating units normalized to total CENP-A, looking across four different cell cycles. The 
pink dotted lines illustrate dilution of CENP-A over four cell cycles. Bars represent data from three different experiments, each of which included two of four 
nascent CENP-A labelings, i.e., Cycles 1 and 2 (black bars), Cycles 1 and 3 (medium gray bars), and Cycles 1 and 4 (light gray bars). g The distribution of nas-
cent CENP-A segregating units normalized to total CENP-A, looking across two different cell cycles at the centromeres of specific human chromosomes. 
Each bar represents the centromere of a single chromosome. Dotted pink line indicates the dilution of CENP-A over two cell cycles
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Although we observed that nascent CENP-A pools 
were largely divided equivalently between sisters, we 
took advantage of the fact that slight deviations from 
exact halving of CENP-A fluorescence intensity on sis-
ter centromeres can be used to calculate the number of 
heritable segregating units (SUs) of CENP-A at each cen-
tromere [23, 28]. As defined previously by other groups, 
SUs are approximated from measurements of normalized 
fluorescence intensities (in this case, distinctly labeled 
total CENP-A or SNAP-CENP-A pools) at each sister 
centromere [23, 29]. We calculated that each sister cen-
tromere had an average of 43.65 (±47.36) SUs of CENP-
A (Fig.  2d). The number of SUs of CENP-A from each 
pool of SNAP-CENP-A reflected the number of divisions 
for which that pool of CENP-A had been incorporated at 
the centromere of a given chromosome (Fig. 2f, g). Each 
SU consists of at least one nucleosome that contains two 
molecules of CENP-A [23, 29]; however, CENP-A nucle-
osomes can segregate in multi-nucleosome units. Thus, 
our calculation of approximately 50 SUs per chromatid 
corresponds to a conservative estimate of a minimum of 
100 CENP-A molecules per centromere.
When comparing specific chromosomes, even though 
they had different alpha satellite array sizes, we found 
no significant differences in segregating units of CENP-
A (Fig. 2d). A lower level of fluorescence at HSAX sug-
gested that HSAX in this cell line contained less total 
CENP-A; indeed, it did have the fewest number of cal-
culated segregating units, although it was not a statisti-
cally significant difference from the other chromosomes 
or the overall average. This particular HSAX had an aver-
age-sized (3 Mb) alpha satellite array [18], so the reduced 
number of CENP-A molecules and CENP-A SUs may 
represent the lower limit of CEN chromatin that a cen-
tromere can have while still remaining stable. Alterna-
tively, the sex chromosomes may be more flexible in the 
amount of CENP-A at their centromeres, since previous 
studies reported that the Y centromere had less CENP-A 
overall [23, 24]. In our cell line, HSAY did not exhibit less 
CENP-A overall, but was similar to HSA1 and HSA17 
(Fig. 2c–d).
While all chromosomes exhibited equivalent segregat-
ing units of CENP-A, we noted a wider range of SUs for 
HSA1 and HSA17 (Fig. 2d) and hypothesized that it could 
be due to variation in alpha satellite array sizes between 
homologs since the HT1080 cell line contained more 
than one HSA1 and HSA17 chromosome. To address this 
possibility, we analyzed each HSA17 independently, since 
the two-megabase difference in the sizes of their alpha 
satellite arrays makes them easily distinguishable by FISH 
(ME Aldrup-MacDonald et  al., unpublished data). The 
smaller HSA17 trended toward slightly fewer SUs, but 
did not reach statistical significance (p = 0.058) (Fig. 2e). 
Overall, then, our data indicate that SUs of CENP-A are 
comparable between different chromosomes and even 
different homologs of the same chromosome, agreeing 
with previous studies indicating that human chromo-
somes contain similar heritable units of CENP-A [23]. 
Varying CENP-A chromatin domain sizes that have been 
measured on chromatin fibers may instead reflect differ-
ences in the density of CENP-A nucleosomes within the 
subdomains that make up the entire CEN domain. Col-
lectively, this set of SNAP experiments indicates that in 
HT1080 cells, the total, heritable amount of CENP-A 
does not vary significantly among chromosomes.
The CENP‑A domain exists on a subregion of the alpha 
satellite DNA array throughout the cell cycle
Previous studies have shown that CENP-A is usually 
assembled on a portion of alpha satellite DNA in human 
cells [10, 11, 30]. Our own studies have established that 
the genomic size of the CENP-A chromatin domain is 
consistently proportional to total alpha satellite array 
size, ranging from 30 to 45 % of the array [18]. However, 
it is not clear how this proportion is affected by the cell 
cycle dynamics of CENP-A loading and dispersal at indi-
vidual centromeres. During each cell cycle, CENP-A is 
loaded onto alpha satellite DNA in late mitosis/early G1, 
replacing placeholder H3.3, and is then diluted during 
replication in S phase [16, 19]. It is not known whether 
CENP-A is loaded along the entire alpha satellite array in 
G1 and is diluted in S phase to produce a limited domain 
of CENP-A chromatin or whether a defined domain of 
CENP-A is present throughout the cell cycle and CENP-
A is loaded and diluted within this confined domain. 
To address whether the domain expands and contracts 
within the alpha satellite array as new CENP-A is incor-
porated and dispersed each cell cycle, we investigated the 
size of the CENP-A domain throughout the cell cycle.
Stretched chromatin fibers were prepared from syn-
chronized cells to simultaneously visualize specific alpha 
satellite arrays and CENP-A. We focused on the alpha 
satellite arrays of chromosome X (DXZ1) and chro-
mosome Y (DYZ3) in three male cell lines (Additional 
file  4). These chromosomes were chosen since they are 
haploid and allow unequivocal assignment of an alpha 
satellite array and CENP-A domain to a specific chro-
mosome [18]. CENP-A occupancy was defined at three 
time points in the cell cycle: during G1 phase, at the 
G1/S phase boundary, and during S phase (Additional 
file  5: Figure S3a). The thymidine analog EdU was used 
in each experiment and was detected using Click-iT 
chemistry prior to CENP-A immunostaining-FISH. Only 
EdU-negative fibers were analyzed in the G1 and G1/S 
experiments; conversely, only EdU-positive fibers were 
analyzed from the S phase synchronizations to ensure 
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that only centromeres that had replicated were measured 
(Additional file 5: Figure S3b).
CENP-A domains on DXZ1 (CENP-ADXZ1) within 
the three cell lines varied from 0.47  Mb (±0.13  Mb) to 
1.53 Mb (±0.50 Mb). However, at all time points, CENP-
ADXZ1 domains assembled on approximately one-third 
(33  ±  11  %) of the alpha satellite array, regardless of 
total size (Fig.  3a, c). Overall, the CENP-ADXZ1 domain 
remained consistently present on approximately one-
third of the alpha satellite array from G1 phase to S phase 
(Fig. 3c, Additional file 4).
Similarly, CENP-A domain sizes on DYZ3 (CENP-
ADYZ3) were constant across the cell cycle on individual 
fibers from the same line. The CENP-A domain in each 
line was assembled on a similar proportion of the alpha 
satellite array (34  ±  13  %) (Fig.  3b, Additional file  4), 
corresponding to consistent assembly of CENP-A on 
approximately one-third of DYZ3 across the cell cycle 
(Fig. 3d). Taken together, these results provide strong evi-
dence that CENP-A chromatin domains are proportion-
ally assembled and maintained throughout the cell cycle 
on about one-third of an alpha satellite array.
The CENP‑A domain is consistently assembled at the same 
position within the alpha satellite array
We have presented strong evidence that the CENP-A 
domain size remains proportional to alpha satellite array 
size throughout the cell cycle, but the dynamics of the 
finer-scale spatial positioning of the CENP-A domain 
have not been determined. It is not known whether the 
CEN chromatin domain is fixed or shifts across the many 
megabases of alpha satellite DNA at human centromeres. 
For instance, the CENP-A domain could move to a new 
location within the alpha satellite array each cell cycle 
or its position on the DNA might differ from cell to cell. 
Because alpha satellite arrays are extremely homogenous 
at the DNA level [31], sequences within the arrays can-
not be used as landmarks. Instead, we used two single 
molecule optical mapping approaches to test whether 
CENP-A domain position is static or fluid on alpha satel-
lite DNA in a population of cells.
Stretched chromatin fibers that had been immu-
nostained for CENP-A and hybridized with alpha satellite 
probes were analyzed for positional bias of the CENP-A 
domain within the DXZ1 array (HSAX centromere). On 
Fig. 3 The CENP-A domain occupies a similar proportion of alpha satellite DNA throughout the cell cycle. Chromatin fibers were isolated from three 
male cell lines that were synchronized in G1, G1/S, and S phase. Fibers were immunostained for CENP-A, followed by hybridization with alpha satel-
lite probes to the centromeres of HSAX (DXZ1) or HSAY (DYZ3). Each alpha satellite array varied in length, as previously determined by molecular 
analyses [18]. a, b Results of chromatin fiber CENP-A immunostaining (green) and alpha satellite FISH (red). Scale bars are 5 μm. c, d Percentage of 
alpha satellite occupied by CENP-A chromatin throughout the cell cycle. The lengths of the FISH signal and CENP-A signal were measured, and 
the proportion of the alpha satellite array occupied by CENP-A chromatin was calculated for each cell cycle stage. PF primary fibroblast, CF cancer 
fibroblast, LCL lymphoblastoid cell line
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these individual chromatin fibers, the orientation of the 
alpha satellite array with respect to the HSAX chromo-
some arms (short vs long) was not known. Therefore, in 
our first analyses (n = 47 fibers), the orientation of each 
fiber was randomly assigned so that half had CENP-A 
domains closer to the arbitrary left edge of the DXZ1 
FISH signal and half had CENP-A domains closer to 
the arbitrarily assigned right edge of the DXZ1 fluores-
cent signal. The distance between the edge of the alpha 
satellite fluorescent signal and the edge of the CENP-
A domain was measured (Fig.  4a). This broad analysis 
revealed that the CENP-A domain was more frequently 
located near an end of the DXZ1 array rather than in the 
middle of the array (Fig. 4b). These experiments implied 
that the CENP-A/CEN chromatin domain is fixed and 
non-randomly positioned on alpha satellite DNA and 
prompted further investigation of the precise location of 
the domain.
Previous studies of mechanically stretched metaphase 
chromosomes suggested a bias for centromere protein 
assembly closer to the short arm side of DXZ1 [11, 32]. 
When the CENP-A immunostained fibers were oriented 
with this in mind, the CENP-A domain could be fur-
ther positioned to determine the degree of asymmetry 
in placement along the alpha satellite array. Our analy-
ses showed that the CENP-A domain was moderately 
skewed, favoring a position that was 18.8 % (±15.6) from 
the edge of the alpha satellite array (0.50 Fisher–Pearson 
coefficient of skewness) (Fig. 4c).
These analyses, while compelling, still did not permit 
unequivocal discrimination between the short arm versus 
long arm side of the DXZ1 array. Our second approach 
incorporated known genomic markers, or landmarks, 
outside the DXZ1 array to establish the location of the 
CENP-A domain relative to the short arm. Chromatin 
fibers were simultaneously immunostained for CENP-
A and hybridized with a BAC probe (RP13-971O21, 
accession AL591645) located within the pericentromere 
region immediately adjacent to DXZ1 on the proximal 
short arm [32]. An additional BAC probe (RP13-775K13, 
accession AL512884) located distal to RP13-971O21 was 
used in some experiments to clarify orientation of RP13-
971O21. The CENP-A domain was consistently located 
near the short arm side of DXZ1 closer to the landmark 
BAC (Fig.  4d). We then measured the distance between 
the short arm edge of DXZ1 and the edge of the CENP-A 
domain in two different cell lines (lines PF and CF). Using 
the fluorescent signal for CENP-ADXZ1 and its known 
size in each line as a conversion factor, we calculated that 
the edge of the CENP-A domain in line CF was located 
329 kb (±225 kb) from the edge of the DXZ1 array. Line 
PF has a slightly larger DXZ1 array, so that the short 
arm edge of its CENP-A domain was positioned 459  kb 
(±365  kb) from the short arm edge of DXZ1 (Fig.  4f ). 
Nevertheless, despite the DXZ1 total array size difference 
between the two lines, we found that ~10 % of the DXZ1 
array was present between the short arm edge of the array 
and the edge of the CENP-A domain, suggesting a non-
random position for centromeric chromatin (Fig. 4e). Our 
data strongly indicate that the CENP-A domain is assem-
bled at a similar location within DXZ1. Our data raise the 
possibility that structural or genomic features of DXZ1 or 
within the pericentromere may influence the consistent 
position of CENP-A chromatin assembly.
Nascent CENP‑A molecules are incorporated within the 
existing CENP‑A domain in a cycle‑specific oscillating 
pattern
These unexpected results prompted us to investigate how 
the CENP-A domain is maintained as a limited domain 
(See figure on next page.) 
Fig. 4 The CENP-A domain is inherited at the same overall location on alpha satellite DNA. a Representative chromatin fiber showing CENP-A 
immunostaining (green) and FISH with an alpha satellite probe to DXZ1 (red). The distance between the edges of DXZ1 and the edge of the CENPA 
domain was measured for each fiber. b Calculation of the percentage of DXZ1 between its edge and the edge of the CENP-A domain. For this anal-
ysis, the orientation of the alpha satellite array (short arm vs long arm of HSAX) was not known. The direction of each fiber was randomly assigned 
such that half of the fibers were oriented with CENP-A domains closer to the arbitrary left end of the DXZ1 FISH and half were oriented with CENP-A 
closer to the arbitrarily assigned  right edge of the DXZ1 fluorescent signal. c Analysis of CENP-A domain skewness, by non-randomly assigning the 
shortest distance between the DXZ1 edge and the leading edge of the CENP-A immunostaining as orientation toward the HSAX short arm. This 
assumption was made based on previous studies suggesting that centromere proteins are biased toward the short arm side of DXZ1 [11, 52]. d 
Representative chromatin fiber IF-FISH image showing the position of CENP-A immunostaining (green) relative to the proximal short arm landmark 
BAC RP13-971O21 (red) located adjacent to DXZ1, the alpha satellite array on the human X chromosome. Scale bar is 5 μm. e Measurement of the 
percentage of DXZ1 between the short arm edge of the array and the edge of the CENP-A domain in two different cell lines. f BAC RP13-971O21 
(red line) was used as a landmark representing the short arm side of the DXZ1 array. Genomic distances representing the placement of the left edge 
of the CENP-A domain relative to the short arm edge of DXZ1 (blue line) on individual chromatin fibers (green ticks) are shown as custom tracks in 
the UCSC genome browser illustrating the non-random positioning of the CENP-A domain on the short arm side of the DXZ1 array (blue line) for 
two different cell lines. The average starting edge of the CENP-A domain based on the distance from the short arm edge of DXZ1 is shown as a 
single black tick under the individual fiber data
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at the same location on the alpha satellite DNA. CENP-A 
loading occurs in early G1 phase [19] and replaces place-
holder H3.3-containing nucleosomes that fill the gaps 
created by CENP-A distribution during replication [16]. 
We hypothesized that CENP-A loading occurs primarily 
within the existing CEN chromatin domain in order 
to maintain its largely static position on alpha satellite 
DNA. To test this, we monitored the spatial positioning 
of nascent CENP-A molecules by leveraging our ability to 
track CENP-A loading on chromatin fibers over multiple 
Page 10 of 18Ross et al. Epigenetics & Chromatin  (2016) 9:20 
Page 11 of 18Ross et al. Epigenetics & Chromatin  (2016) 9:20 
cell cycles. In this approach, we visualized total CENP-
A by immunostaining and nascent CENP-A by SNAP-
tag labeling, in combinations of two cell cycles across a 
total of four cell cycles (Fig.  5, Additional file  6: Figure 
S4a, S4b). Total and nascent CENP-A location was ana-
lyzed across chromatin fibers using fluorescent line plots 
(Additional file 6: Figure S4c) and customized correlation 
coefficient and object-based mass-particle coincidence 
computer scripts (Fig. 4).
We observed that nascent CENP-A molecules in each 
cell cycle were loaded at positions within the original 
CENP-A domain and that new CENP-A loading did not 
move the domain or create a new domain elsewhere 
every cycle (Fig. 5b, Additional file 6: Figure S4). In addi-
tion, little detectable nascent CENP-A was loaded out-
side of the established CENP-A domain (Additional file 7: 
Figure S5a). If fibers were divided into four equal quar-
ters, the majority showed that CENP-A loading occurred 
across the entire CENP-A domain (Fig.  6a, Additional 
file  8). However, a larger proportion of CENP-A was 
incorporated in the outer quarters compared with the 
inner quarters, corresponding to a preference for nascent 
CENP-A loading near the edges of the domain (Fig. 6a, b 
and Additional file 8 for fluorescence quantitation of nas-
cent CENP-A on chromatin fibers). Normalizing the nas-
cent CENP-A levels by the total CENP-A levels revealed 
that there was in fact an overabundance of nascent 
CENP-A toward the outside of the domain compared 
with the inside (p < 0.0001; Fig. 6b, Additional file 7: Fig-
ure S5b and S5c, Additional file 8).
Labeling distinct pools of nascent CENP-A allowed us 
to compare loading of CENP-A produced in consecutive 
cycles (e.g., Cycle 1 vs Cycle 2) versus alternating cycles 
(e.g., Cycle 1 vs Cycle 3). We measured the intensity of 
overall fluorescent signal overlap between consecutive 
and alternate pools of nascent CENP-A using Pearson’s 
correlation coefficient. CENP-A loaded in consecutive 
cycles overlapped less than CENP-A loaded in alternate 
cycles [0.548 ± 0.228 (n = 63) vs 0.648 ± 0.186 (n = 70; 
p =  0.0059), respectively] (Fig.  6c). When we measured 
fluorescent signal positions by an alternative method, i.e., 
mass-particle coincidence, we observed a similar trend, 
in that CENP-A from consecutive cycles was less coinci-
dent (32 ±  23  %; n =  63) than CENP-A from alternate 
cycles (42 ±  25  %; n =  54) (p =  0.0197) (Fig.  6d). Col-
lectively, the chromatin fiber experiments revealed for 
the first time the dynamics of CENP-A loading over 
time. Nascent CENP-A is loaded in an oscillating pat-
tern primarily within the existing CENP-A domain, and 
more CENP-A is loaded at the edges rather than in the 
center of the domain. Notably, the chromatin fibers were 
not marked for specific centromeres, so our experiments 
captured the global dynamics of CEN (CENP-A) chro-
matin domains at all human centromeres. Our findings 
suggest that the pattern of new CENP-A loading may be 
responsible for restricting the CEN chromatin domain to 
a finite size and to a specific region of the alpha satellite 
DNA.
Discussion
In this work, we have addressed several aspects of CENP-
A and CEN chromatin dynamics, including the temporal 
distribution of CENP-A at individual centromeres, the 
placement of CEN chromatin with respect to alpha satel-
lite DNA, and the loading dynamics of CENP-A within 
the defined CEN chromatin domain. This work relied 
on analysis of sister centromeres at metaphase to reflect 
the dispersion of CENP-A nucleosomes during S phase. 
We cannot formally discount the possibility that CENP-
A is unequally distributed in S phase and subsequently 
reorganized to an equal distribution, but as yet no stud-
ies exist to substantiate this model. Overall, our findings 
highlight particular patterns of CENP-A loading and dis-
tribution at all human centromeres and suggest that CEN 
chromatin dynamics at human centromeres is broadly 
similar. Our results also raise several questions that can 
be addressed in future studies.
CENP‑A distribution and abundance on different 
chromosomes
Analyzing specific chromosomes with varying sizes of 
alpha satellite arrays (HSA1, HSA17, and HSAY) showed 
that the amount of CENP-A did not differ significantly 
from the overall average. This finding agrees with previ-
ous studies indicating that human centromeres gener-
ally contain similar numbers of CENP-A molecules [23]. 
Chromatin fiber studies of mammalian and Drosophila 
centromeres have shown that CENP-A chromatin only 
localizes on a portion of the satellite DNA [12, 18, 33], 
suggesting that limiting CEN chromatin to a  region of 
repetitive DNA is a common feature of endogenous 
metazoan centromeres. At human centromeres, the 
CENP-A chromatin domains are proportional to the 
underlying alpha satellite array sizes that can range by 
(See figure on previous page.)  
Fig. 5 Visualization of spatial positioning of nascent CENP-A on chromatin fibers. a Experimental outline of multi-color labeling of nascent CENP-A 
pools from distinct cell cycles. b Representative chromatin fiber images showing total CENP-A (blue) and nascent CENP-A pools loaded in consecu-
tive or alternate cell cycles. Scale bars are 5 μm
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twofold between homologous chromosomes and by 
20-fold among non-homologous chromosomes. The 
most parsimonious model to reconcile these findings, 
particularly at human centromeres, is that CENP-A den-
sity within the subdomains that comprise the overall CEN 
chromatin domain varies between alpha satellite arrays 
on different chromosomes, including homologous chro-
mosomes (Fig. 7a). In such a model, a preferred quantity 
of CENP-A is incorporated at every centromere, regard-
less of alpha satellite size, such that a core set of CENP-A 
nucleosomes is more important for centromere inherit-
ance than the density or spacing [34, 35]. Indeed, previ-
ous studies of neocentromeres have shown that the sizes 
of CENP-A subdomains vary by an order of magnitude 
within the CEN chromatin domain [36, 37], supporting a 
model that density and spacing of CENP-A nucleosomes 
are not strictly uniform at a centromere.
CENP-A is important for building the centromere/
kinetochore complex, and vertebrate centromeres in par-
ticular have an over-abundance of CENP-A [38], given 
that levels can be reduced by at least 80 % before wide-
spread centromere defects are observed [39, 40]. Our 
data suggest that in order to maintain the proper amount 
of CENP-A on each alpha satellite array and to prevent 
replicated centromeres from dropping below a critical 
level, CENP-A nucleosomes are evenly diluted during S 
phase each cell cycle (Fig.  7b). We found that CENP-A 
dilution at each cell cycle appears to occur independently 
of the distribution pattern in the previous divisions. 
Therefore, while centromeres maintain equal amounts of 
Fig. 6 Nascent CENP-A is distributed throughout the existing CENP-A domain, with a bias toward the edges. a Quantitation of nascent (N) and total 
(T) CENP-A fluorescence on single chromatin fibers divided into four equal quarters. b Distribution of CENP-A loading into the outermost versus 
innermost quarters of the CEN chromatin domain. c The Pearson coefficient of co-localization was used to compare positioning of nascent fluores-
cent CENP-A pools within the CEN chromatin domain in consecutive versus alternate cell cycles. A coefficient of 1 indicates perfect co-localization. 
d Quantification of nascent CENP-A loading in consecutive versus alternate cycles using object-based mass-particle coincidence. A higher value 
indicates stronger co-localization of CENP-A fluorescence from distinct nascent protein pools
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Fig. 7 Model for loading and distributing CENP-A nucleosomes in order to retain chromosome-specific CENP-A chromatin domains. a Chromo-
somes with distinct alpha satellite arrays sizes (green line) contain similar amounts of CENP-A (red circles), most likely because CENP-A nucleosome 
density within CEN chromatin (red line) varies between small and large alpha satellite arrays. The CEN chromatin domains are proportional (30–45 %) 
to alpha satellite array size. b During replication, nascent CENP-A nucleosomes are dispersed equally between mother and daughter strands, and 
placeholder nucleosomes (white circles) containing H3.3 fill the gaps left by CENP-A dilution. In consecutive cell cycles, new CENP-A (yellow circles) is 
placed near old (red) CENP-A nucleosomes within the CEN chromatin domain, replacing H3.3 nucleosomes. In the second (consecutive) cell cycle, 
new CENP-A (light blue circles) is loaded near but not overlapping with Cycle 1 CENP-A (yellow circles). In the third (alternating) cell cycle, new CENP-
A (dark blue circles) is loaded near or at the same location as older, Cycle 1 CENP-A, and near, but not overlapping with, Cycle 2 CENP-A (light blue 
circles)
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CENP-A, there does not appear to be an obvious mecha-
nism for counting and correcting CENP-A to a specific 
amount.
A cycle‑specific oscillating pattern of CENP‑A loading 
defines the CEN chromatin and maintains centromere 
inheritance
Our results indicate that when new CENP-A is loaded 
each G1, it is placed within CENP-A chromatin in rela-
tion to old or existing CENP-A nucleosomes. The oscil-
lating pattern of incorporation (i.e., CENP-A loaded near 
old CENP-A in consecutive cycles but in more similar 
positions to old CENP-A in alternating cycles) is con-
sistent with the model of CENP-A incorporation at the 
location of H3.3 placeholder nucleosomes that are posi-
tioned into the gaps created during S phase distribution 
of CENP-A [16] (Fig. 7b). Such placeholder nucleosomes 
would allow CENP-A to be replenished at the same 
level while maintaining both a relatively constant num-
ber of nucleosomes and the genomic location of the 
centromere on a specific alpha satellite array. Deviation 
from this pattern of loading may have important impli-
cations for genome instability, particularly in cancers, 
where CENP-A molecules are often mistargeted or the 
CENP-A domain expands beyond its normal size [18, 41, 
42]. Maintenance of CEN chromatin domain size and the 
position of new CENP-A loading on a fine scale might 
be controlled by chromatin remodelers or chaperones, 
such as ATRX and DAXX, that are able to impact H3.3 
and CENP-A globally [43–45]. Finally, non-coding RNAs 
produced from centromere regions may serve as beacons 
for CENP-A loading or help to maintain the chromatin 
as a limited domain. A few studies have shown that tran-
scripts are produced from human centromeres and that 
non-coding RNAs located within the CENP-A domain 
appear to recruit HJURP and CENP-A [46]. Whether a 
common RNA acts globally to control CEN chromatin at 
all chromosomes, or whether array-specific transcripts 
(SM McNulty and BA Sullivan, unpublished data) are 
linked to chromosome-specific CEN chromatin dynam-
ics, however, remains to be explored.
The importance and regulation of CENP‑A chromatin 
boundaries
Our work has clearly shown that CENP-A assembles into 
a domain that maintains a finite size and is spatially con-
fined to a portion of an alpha satellite DNA array. We did 
not observe substantial clusters of CENP-A outside of 
the primary CENP-A domain or large-scale movement 
of the CENP-A domain on alpha satellite DNA. These 
findings raise obvious questions regarding regulation of 
CEN chromatin domain size. We observed that CENP-A 
molecules were incorporated at a higher density near the 
boundaries of the CENP-A domain, suggesting an active 
mechanism for maintaining CENP-A boundaries. Sev-
eral factors might control this process. CEN chromatin 
contains canonical histones that exhibit posttranslational 
modifications, such as methylation on lysine 4 (K4) and 
lysine 36 (K36). CEN chromatin domains lacking these 
modifications are unable to recruit new CENP-A [39], 
suggesting that a similarly finite region of H3K4me2/
H3K36me within the centromere may help to regulate 
the loading of new CENP-A assembly within CEN chro-
matin and demarcate the far boundaries of the domain. 
However, centromere regions also contain heterochro-
matic histones, such as H3K9me3 and H3K27me, that 
are found at varying levels within the CEN domain, but 
are highly enriched in the pericentric regions flanking 
the CEN chromatin domain [10, 14, 47, 48]. Rather than 
CENP-A loading or H3K4me2/H3K36me exclusively reg-
ulating the CEN domain boundaries, the chromatin out-
side the region may delimit CENP-A chromatin. Indeed, 
when heterochromatin is depleted, the CENP-A domain 
increases in size and spreads beyond its original bounda-
ries [18, 49, 50]. It is more likely that the maintenance of 
the CENP-A domain involves multiple players that work 
synergistically—heterochromatin and associated proteins 
to limit the size of the CEN chromatin domain, HJURP 
to bring pre-assembled CENP-A/H4 to the correct cen-
tromere region that has been licensed in telophase by 
Mis18 [35], incorporation of placeholder H3.3 during 
S phase by ATRX, DAXX, or other chaperones, modi-
fication of CENP-A, and/or methylation of H3K4/K36 
to direct new CENP-A loading [16, 39]. Dissecting the 
hierarchy of such a complex pathway is a key area that 
remains to be explored in the context of CEN domain 
placement and maintenance on individual chromosomes.
Conclusions
The assembly of CENP-A nucleosomes into the CEN 
chromatin domain that is faithfully maintained is impor-
tant for genome and chromosome stability. Given the 
broad differences in alpha satellite DNA sequences and 
sizes at human chromosomes, how CENP-A loading 
and distribution differs among chromosomes has not 
been clear. Our analyses of nascent CENP-A incorpora-
tion and distribution emphasize the spectrum of CENP-
A dynamics at human centromeres. The total amount 
and the distribution of nascent CENP-A to sister cen-
tromeres during S phase is largely equivalent among 
chromosomes. However, the genomic extent of CENP-A 
domain sizes varies among chromosomes in relation to 
the underlying size of specific alpha satellite arrays. This 
variation most likely represents differences in the den-
sity of CENP-A nucleosomes within subdomains in the 
CEN chromatin domain. New CENP-A is loaded in a 
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cycle-specific oscillating pattern that keeps old and new 
CENP-A within a size-defined CEN chromatin domain 
while simultaneously maintaining the CEN chromatin 
domain at a fixed location on alpha satellite DNA. Our 
studies add a new dimension of information to the organ-
ization and plasticity of CENP-A chromatin and raise the 
possibility that diseases such as cancer disrupt normal 
regulation and dynamics of human centromeres.
Methods
Cell lines and culture
Human male fibroblast cell lines, HDF-XSN (PF; Fig. 3) 
and HT1080 (CF), were grown in MEM alpha supple-
mented with 10 % fetal bovine serum (FBS) and 1× anti-
biotic–antimycotic solution (Gibco). Male lymphoblast 
cell line LT690 (LCL) was grown in RPMI 1640 supple-
mented with 15  % FBS and 1× antibiotic–antimycotic 
(Gibco). A SNAP-CENP-A-HA construct, generously 
provided by Lars Jansen, was introduced into HT1080 
cells, and clonal lines stably expressing the SNAP-CENP-
A fusion protein were selected by blasticidin S (5 μg/mL). 
From these clones, a line demonstrating proper targeting 
of SNAP-CENP-A only at centromeres was selected and 
maintained in MEM alpha supplemented with 10 % fetal 
bovine serum (FBS), 1× antibiotic–antimycotic solution, 
and 5 μg/mL blasticidin S.
SNAP-CENP-A expression levels were determined by 
Western blotting with 40  μg of RIPA extracted protein 
samples from HT1080 and HT1080-SNAP-CENP-A cells 
after separation on SDS/polyacrylamide and transfer to 
PVDF using a semidry apparatus. Protein was detected 
with antibodies against CENP-A (custom rabbit poly-
clonal AP3497; Open Biosystems) and β-actin (Abcam, 
ab8227) and visualized using ECL. Quantification 
was performed in GeneTools software (Syngene), and 
HT1080-SNAP-CENP-A endogenous and SNAP-CENP-
A levels were normalized to the HT1080 endogenous 
CENP-A band.
Synchronization procedure
Synchronization in G1 phase for fibroblast cell lines was 
achieved by serum starvation in 0.5 % FBS supplemented 
MEM alpha for 48  h to arrest cells in G0, followed by 
return to complete medium with 10 μM EdU for 6 h to 
release cells into G1. Synchronization in G1 phase for 
the lymphoblast cell line was achieved by nocodazole 
treatment (50  ng/ml) for 15  h to arrest cells in mitosis, 
followed by three washes in 1× PBS, and release into 
complete medium with 10 μM EdU for 4 h to allow cells 
to enter G1. For all cell lines, synchronization at the G1/S 
phase boundary was accomplished by double thymidine 
block; cells were treated with 2  mM thymidine in com-
plete medium for 17 h, washed three times in PBS, and 
released in complete medium for 8 h, followed by addi-
tion of thymidine to a final concentration of 2  mM for 
17  h, with the addition of 10  μM EdU for the final 4  h. 
S phase synchronization was accomplished, in all cell 
lines, by double thymidine block (as described for G1/S 
synchronization), washed three times in 1× PBS, and 
then released into complete medium with 10  μM EdU 
for 6 h to allow cells to pass mid-S phase. EdU was added 
at 10 μM to label replicating DNA according to Click-iT 
EDU imaging kit (Invitrogen).
SNAP quench and pulse labeling
HT1080 CENP-A-SNAP cells were synchronized by dou-
ble thymidine block and then released (as described in 
S phase synchronization above). SNAP-tag activity was 
quenched by the addition of bromothenylpteridine (BTP) 
(SNAP-block; New England Biolabs, NEB) in complete 
growth medium for 30 min at 37  °C, washed twice with 
PBS and once with complete growth medium, and then 
re-incubated in complete growth medium for 30 min to 
allow excess compound to diffuse from cells. Cells were 
again washed twice in PBS and once with complete 
growth medium and then grown in complete growth 
media for an additional 6  h to allow synthesis of new 
CENP-A. Pulse labeling of cycle 1 was accomplished by 
incubation with 2  μM SNAP-Cell TMR-Star (NEB) or 
SNAP-Cell Oregon Green (NEB) for 30  min at 37  °C. 
Cells were washed, excess allowed to diffuse, and washes 
performed again, as done following SNAP-block quench. 
Cells were again treated with 2  mM thymidine in com-
plete medium for 16 h to maintain synchronization. Over 
the following three days, the quench, pulse, and synchro-
nization treatments were repeated for cycles 2, 3, and/or 
4 as done for cycle 1. The day following cycle 4 treatment 
cells were again released from thymidine synchroniza-
tion and used for either metaphase or chromatin fiber 
preparations.
SNAP‑CENP‑A metaphase chromosome preparation 
and quantitative measurements
To measure the amount of total or nascent CENP-A on 
sister centromeres, CENP-A immunostaining (Abcam, 
ab13939) was performed on SNAP-CENP-A contain-
ing metaphase chromosomes that were cytospun onto 
slides. To analyze specific chromosomes, IF was followed 
by FISH with directly labeled (AF488-dUTP or AF594-
dUTP, Invitrogen/Thermo Scientific) probes specific 
for D1Z7 (HSA1), D17Z1 (HSA17), DXZ1 (HSAX), and 
DYZ3 (HSAY) alpha satellite arrays. TIF files of decon-
volved images were opened in ImageJ, and using a cus-
tom macro (available upon request), each fluorescent 
CENP-A signal in the metaphase spread was segmented 
after background subtraction. Integrated densities for 
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each CENP-A fluorescent spot were exported to Excel, 
and CENP-A pairs representing sister centromeres were 
visually and manually matched. Integrated densities were 
also collected for each of the SNAP-CENP-A pools pre-
sent at the centromere. CENP-A fluorescent signal pairs 
representing sister centromeres were added to arrive at 
the total CENP-A integrated density per centromere. 
The proportion of CENP-A divided between sisters was 
measured as a percentage of this total within each fluo-
rescently labeled nascent CENP-A pool. Segregating 
units were calculated as described previously [23, 28]. 
The difference (δ) in fluorescence intensity and the sum 
(Σ) intensity of the sister centromeres were used to deter-
mine the fluorescence intensity per segregating unit (α) 
from the average δ2/Σ of all centromere pairs of the same 
experiment. The number of segregating units on each 
centromere was calculated as Σ/α. Segregating units for 
specific human chromosomes, identified by FISH with 
alpha satellite probes, were compared to the total across 
all chromosomes.
IF‑FISH on chromatin fibers
Extended chromatin fibers were prepared using pub-
lished methods [13, 51]. Replication labeling on chroma-
tin fibers from synchronized cells was performed by EdU 
detection according to Click-iT EdU imaging kit (Invit-
rogen). Following EdU detection, immunofluorescence 
with CENP-A antibodies (Abcam, ab13939) and FISH 
was performed as previously described [10, 13, 18]. PCR-
generated X alpha satellite (DXZ1) and Y alpha satellite 
(DYZ3) probes for in situ hybridization were labeled with 
dUTPs conjugated to Alexa Fluor 488 or Alexa Fluor 568 
(Molecular Probes, Thermo Scientific) [18]. Commercial 
directly labeled (red or green) alpha satellite FISH probes 
were used in some instances (Abbott Laboratories). A 
minimum of 12 chromatin fibers was analyzed for each 
cell line at each cell cycle phase.
Microscopy
All images were acquired using an inverted Olympus 
IX-71 microscope controlled by the Deltavision Elite 
Imaging System (Applied Precision) equipped with a 
Photometric CoolSNAP HQ2 CCD camera. Images 
from individual metaphase spreads were collected at the 
same exposure time using a 40× objective. Deconvolved 
images (conservative ratio, 10 iterations) were projected 
and saved as Photoshop and TIF files. Fiber images were 
collected using the 100×  objective, and those fibers 
extending through multiple fields of view were captured 
using the Panels option in the softWoRx Acquire 3D pro-
gram and merged into single images using the ‘Stitch’ 
function. All images were exported for analysis into 
Adobe Photoshop and ImageJ.
CENP‑A domain size analysis
The ‘Measure Distances’ tool was used to calculate 
lengths of fluorescent signals representing euchromatic 
probes, alpha satellite probes or CENP-A immunostain-
ing [10, 18]. CENP-A domain integrated density was 
measured from images collected at the same exposure 
time. CENP-A domain size was measured by comparing 
the length of CENP-A antibody staining (in micrometers) 
to the length of overlapping alpha satellite FISH probe. 
Alpha satellite FISH probe signal length represented total 
satellite array size that had been determined by pulsed 
field gel electrophoresis [18]. CENP-A domain size was 
calculated from the ratio of the length of CENP-A anti-
body signal over the total length of alpha satellite FISH 
signal [10, 18]. Analysis of variance between groups for 
the sizes of CENP-A domains across the cell cycle was 
assessed, with p values <0.01 considered statistically 
significant.
SNAP‑CENP‑A chromatin fiber preparation 
and measurements
To measure the amount and placement of total or nas-
cent CENP-A, extended chromatin fibers were prepared 
using published methods [13]. CENP-A immunostaining 
was performed on SNAP-CENP-A containing fibers as 
above. Images from individual fibers were collected at the 
same exposure time using a 100x objective. Deconvolved 
images (conservative ratio, 10 iterations) were projected 
and saved as Photoshop and TIF files. TIF images were 
opened in ImageJ, and using a custom macro, each 
CENP-A IF signal on the fiber was segmented after back-
ground subtraction. For each IF and SNAP-CENP-A 
channel, integrated densities for each CENP-A spot, and 
for each fiber as a whole, were exported to Excel. Each 
fiber was divided into four equal quarters (by length), the 
numbers of CENP-A spots were counted, and the total 
integrated density per quarter was summed. Co-local-
ization of nascent CENP-A pools was measured using 
custom macros and the JACop plugin for ImageJ. Co-
localization was assessed using both Pearson’s correlation 
coefficient and mass-particle coincidence. Differences in 
the degree of co-localization between pools of nascent 
CENP-A were determined using a Student’s t test. p val-
ues <0.01 were considered statistically significant.
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Additional files
Additional file 1: Figure S1. Quantitation of CENP-A levels and proof-
of-principle experiments to identify distinct pools of nascent CENP-A. 
(a) Western blotting to compare the amount of endogenous CENP-A to 
SNAP-CENP-A revealed that endogenous CENP-A levels were reduced 
by 26 %, and SNAP-CENP-A was present at similar levels to endogenous 
CENP-A within the HT1080-SNAP-CENP-A cell line. (b) Chromatin fibers 
from the HT1080 line expressing SNAP-CENP-A were immunostained 
for CENP-A followed by FISH with DXZ1. The size of the CENP-A domain 
remained ~ 35 %, indicating that SNAP-CENP-A expression did not appear 
to alter normal CENP-A dynamics. (c) Nascent CENP-A in synchronized 
cells was labeled in the first cell cycle with TMR-Star (red) and if cells 
proceeded to the next cell cycle, addition of SNAP-Oregon Green could 
detect nascent CENP-A from the previous cell cycle that had not been 
quenched or completely bound by TMR-Star. If cells were incubated after 
TMR-Star with 20 μM SNAP-block, nascent CENP-A that had not been 
completely saturated by TMR-Star was quenched and was not detectable 
with SNAP-Oregon Green. Scale bars are 15 μm. (d) The reverse order 
of the experiment in (c) was done to confirm that complete quenching 
could be achieved prior to detection with either SNAP-fluorophore of the 
subsequent nascent pool of CENP-A. Scale bars are 15 μm.
Additional file 2: Figure S2. Visualization of the distribution of addi-
tional consecutive or alternate pools of nascent CENP-A. (a) Outline of 
multi-color SNAP-CENP-A labeling. (b) Representative results of visualizing 
distribution of nascent CENP-A loaded in cell cycles 1 and 4, cell cycles 2 
and 4, and cell cycles 3 and 4. Scale bars are 5 μm.
Additional file 3. Title: CENP-A fluorescence and segregating units per 
centromere. Description: Table showing CENP-A fluorescence (AFUs) and 
segregating units (SUs) for individual chromosomes analyzed in Figure 2, 
including statistical analysis.
Additional file 4.Title: CENP-A domain sizes through the cell cycle. 
Description: Table of DXZ1 and DYZ3 alpha satellite array sizes and CENP-A 
domain sizes, including percentage of total array, for three cell lines, 
including statistical analysis.
Additional file 5: Figure S3.Experimental strategy for isolation of G1, 
G1/S, and S phase chromatin fibers. (a) G1 (top), G1/S (middle), S (bottom) 
phase synchronization scheme for LCL and fibroblast lines using nocoda-
zole block and release, serum starvation, and/or double thymidine blocks. 
The thymidine analog EdU was used in each experiment to differentiate 
between unreplicated and replicated centromeres. (b) Representative 
chromatin fibers stained with DAPI, EdU, and CENP-A antibodies (not 
shown), showing that the synchronization schemes were successful. Only 
EdU-negative fibers were analyzed for G1 and G1/S experiments; only 
EdU-positive fibers were analyzed for S phase experiments.
Additional file 6: Figure S4. Spatial positioning of CENP-A loading on 
chromatin fibers using multi-color nascent protein labeling. (a) Experi-
mental outline for detecting pools of SNAP-CENP-A loaded in different cell 
cycles. (b) Representative results of chromatin fibers stained for nascent 
CENP-A loaded in Cycle 1 versus Cycle 4 or consecutive Cycles 3 and 4. (c) 
Fluorescence line plots were used to visualize overlap between nascent 
CENP-A pools from various consecutive and alternate cell cycles.
Additional file 7: Figure S5. Comparison of chromatin fibers in which 
multiple nascent fluorescent CENP-A pools were detected. (a) Representa-
tive chromatin fiber containing multiple pools of cycle-specific SNAP-
CENP-A, showing that little nascent CENP-A was detected outside of the 
established CENP-A domain. (b) Chromatin fibers were divided into four 
equal quarters, and the intensity of total (T) and nascent (SNAP) CENP-A 
was measured between consecutive cycles (X, X + 1). (c) The same 
quantification was done as in (a) but for total (T) and nascent CENP-A 
fluorescence between alternate cell cycles (X, X + 2).
Additional file 8. Title: Quantification of nascent CENP-A incorporation. 
Description: Table of nascent and total CENP-A signal on chromatin fib-
ers, including percentage and average integrated density of fluorescent 
signals in specific quarters.
Abbreviations
AFU: arbitrary fluorescence unit(s);  ATRX: alpha thalassemia/mental retarda-
tion, X-linked protein; BTP: bromothenylpteridine (SNAP-block); CENP-A: cen-
tromere protein A; DAXX: death domain-associated protein; EdU: 5-ethynyl-2′-
deoxyuridine; FISH: fluorescence in situ hybridization; HJURP: holliday junction 
recognition protein; SU: segregating units.
Authors’ contributions
JER, KSW, and BAS designed the study. JER and KSW performed experiments. 
JER and BAS analyzed data and wrote the manuscript. All authors read and 
approved the final manuscript.
Author details
1 Department of Molecular Genetics and Microbiology, Division of Human 
Genetics, Duke University Medical Center, DUMC, 213 Research Drive, 3054, 
Durham, NC 27710, USA. 2 Present Address: Teaching, Learning, and Technol-
ogy, College of Charleston, JC Long Building, 66 George Street, Charleston, SC 
29424, USA. 
Acknowledgements
We thank Lars Jansen for the generous gift of the SNAP-CENP-A-HA construct, 
Lars Jansen, Dani Bodor, Dave MacAlpine, and Kerry Bloom for advice on 
image data analysis, and Shannon McNulty and Kerry Bloom for critical read-
ing of the manuscript. We are grateful to Joe Heitman for his support of this 
project.
Availability of data and material
The dataset(s) supporting the conclusions of this article are included within 
the article and its additional files. Custom imaging scripts and primary imag-
ing data and quantitation files are available upon request.
Competing interests
The authors declare that they have no competing interests.
Funding
This study was supported by a Grant from the National Institutes of Health 
(R01-GM098500 to BAS). The funders had no role in the design of the 
study and collection, analysis, and interpretation of data, or in writing the 
manuscript.
Received: 13 April 2016   Accepted: 20 May 2016
References
 1. Rudd MK, Willard HF. Analysis of the centromeric regions of the human 
genome assembly. Trends Genet. 2004;20:529–33.
 2. Waye JS, Durfy SJ, Pinkel D, Kenwrick S, Patterson M, Davies KE, Willard 
HF. Chromosome-specific alpha satellite DNA from human chromosome 
1: hierarchical structure and genomic organization of a polymorphic 
domain spanning several hundred kilobase pairs of centromeric DNA. 
Genomics. 1987;1:43–51.
 3. Waye JS, Willard HF. Nucleotide sequence heterogeneity of alpha satellite 
repetitive DNA: a survey of alphoid sequences from different human 
chromosomes. Nucleic Acids Res. 1987;15:7549–69.
 4. Wevrick R, Willard HF. Long-range organization of tandem arrays of alpha 
satellite DNA at the centromeres of human chromosomes: high-fre-
quency array-length polymorphism and meiotic stability. Proc Natl Acad 
Sci USA. 1989;86:9394–8.
 5. Mahtani MM, Willard HF. Pulsed-field gel analysis of alpha-satellite DNA at 
the human X chromosome centromere: high-frequency polymorphisms 
and array size estimate. Genomics. 1990;7:607–13.
 6. Palmer DK, O’Day K, Wener MH, Andrews BS, Margolis RL. A 17-kD cen-
tromere protein (CENP-A) copurifies with nucleosome core particles and 
with histones. J Cell Biol. 1987;104:805–15.
 7. Stoler S, Keith KC, Curnick KE, Fitzgerald-Hayes M. A mutation in CSE4, an 
essential gene encoding a novel chromatin-associated protein in yeast, 
causes chromosome nondisjunction and cell cycle arrest at mitosis. 
Genes Dev. 1995;9:573–86.
Page 18 of 18Ross et al. Epigenetics & Chromatin  (2016) 9:20 
 8. Henikoff S, Ahmad K, Platero JS, van Steensel B. Heterochromatic deposi-
tion of centromeric histone H3-like proteins. Proc Natl Acad Sci USA. 
2000;97:716–21.
 9. Yoda K, Ando S, Morishita S, Houmura K, Hashimoto K, Takeyasu K, 
Okazaki T. Human centromere protein A (CENP-A) can replace histone 
H3 in nucleosome reconstitution in vitro. Proc Natl Acad Sci USA. 
2000;97:7266–71.
 10. Lam AL, Boivin CD, Bonney CF, Rudd MK, Sullivan BA. Human centromeric 
chromatin is a dynamic chromosomal domain that can spread over 
noncentromeric DNA. Proc Natl Acad Sci USA. 2006;103:4186–91.
 11. Spence JM, Critcher R, Ebersole TA, Valdivia MM, Earnshaw WC, Fukagawa 
T, Farr CJ. Co-localization of centromere activity, proteins and topoi-
somerase II within a subdomain of the major human X alpha-satellite 
array. EMBO J. 2002;21:5269–80.
 12. Zeng K, de las Heras JI, Ross A, Yang J, Cooke H, Shen MH. Localisation 
of centromeric proteins to a fraction of mouse minor satellite DNA on a 
mini-chromosome in human, mouse and chicken cells. Chromosoma. 
2004;113:84–91.
 13. Blower MD, Sullivan BA, Karpen GH. Conserved organization of centro-
meric chromatin in flies and humans. Dev Cell. 2002;2:319–30.
 14. Sullivan BA, Karpen GH. Centromeric chromatin exhibits a histone modifi-
cation pattern that is distinct from both euchromatin and heterochroma-
tin. Nat Struct Mol Biol. 2004;11:1076–83.
 15. Ribeiro SA, Vagnarelli P, Dong Y, Hori T, McEwen BF, Fukagawa T, Flors C, 
Earnshaw WC. A super-resolution map of the vertebrate kinetochore. 
Proc Natl Acad Sci USA. 2010;107:10484–9.
 16. Dunleavy EM, Almouzni G, Karpen GH. H3.3 is deposited at centromeres 
in S phase as a placeholder for newly assembled CENP-A in G(1) phase. 
Nucleus. 2011;2:146–57.
 17. Brinkley BR, Ouspenski I, Zinkowski RP. Structure and molecular organization 
of the centromere-kinetochore complex. Trends Cell Biol. 1992;2:15–21.
 18. Sullivan LL, Boivin CD, Mravinac B, Song IY, Sullivan BA. Genomic size 
of CENP-A domain is proportional to total alpha satellite array size at 
human centromeres and expands in cancer cells. Chromosome Res. 
2011;19:457–70.
 19. Jansen LE, Black BE, Foltz DR, Cleveland DW. Propagation of centromeric 
chromatin requires exit from mitosis. J Cell Biol. 2007;176:795–805.
 20. Schuh M, Lehner CF, Heidmann S. Incorporation of Drosophila CID/CENP-
A and CENP-C into centromeres during early embryonic anaphase. Curr 
Biol. 2007;17:237–43.
 21. Silva MC, Bodor DL, Stellfox ME, Martins NM, Hochegger H, Foltz DR, 
Jansen LE. Cdk activity couples epigenetic centromere inheritance to cell 
cycle progression. Dev Cell. 2012;22:52–63.
 22. Shelby RD, Monier K, Sullivan KF. Chromatin assembly at kinetochores is 
uncoupled from DNA replication. J Cell Biol. 2000;151:1113–8.
 23. Bodor DL, Mata JF, Sergeev M, David AF, Salimian KJ, Panchenko T, Cleve-
land DW, Black BE, Shah JV, Jansen LE. The quantitative architecture of 
centromeric chromatin. Elife. 2014;3:e02137.
 24. Fachinetti D, Han JS, McMahon MA, Ly P, Abdullah A, Wong AJ, Cleveland 
DW. DNA sequence-specific binding of CENP-B enhances the fidelity of 
human centromere function. Dev Cell. 2015;33:314–27.
 25. Heun P, Erhardt S, Blower MD, Weiss S, Skora AD, Karpen GH. Mislocaliza-
tion of the Drosophila centromere-specific histone CID promotes forma-
tion of functional ectopic kinetochores. Dev Cell. 2006;10:303–15.
 26. Van Hooser AA, Ouspenski II, Gregson HC, Starr DA, Yen TJ, Goldberg 
ML, Yokomori K, Earnshaw WC, Sullivan KF, Brinkley BR. Specification of 
kinetochore-forming chromatin by the histone H3 variant CENP-A. J Cell 
Sci. 2001;114:3529–42.
 27. Maloney KA, Sullivan LL, Matheny JE, Strome ED, Merrett SL, Ferris A, 
Sullivan BA. Functional epialleles at an endogenous human centromere. 
Proc Natl Acad Sci USA. 2012;109:13704–9.
 28. Rosenfeld N, Perkins TJ, Alon U, Elowitz MB, Swain PS. A fluctuation 
method to quantify in vivo fluorescence data. Biophys J. 2006;91:759–66.
 29. Padeganeh A, Ryan J, Boisvert J, Ladouceur AM, Dorn JF, Maddox PS. 
Octameric CENP-A nucleosomes are present at human centromeres 
throughout the cell cycle. Curr Biol. 2013;23:764–9.
 30. Mravinac B, Sullivan LL, Reeves JW, Yan CM, Kopf KS, Farr CJ, Schueler 
MG, Sullivan BA. Histone modifications within the human X centromere 
region. PLoS ONE. 2009;4:e6602.
 31. Aldrup-Macdonald ME, Sullivan BA. The past, present, and future of 
human centromere genomics. Genes (Basel). 2014;5:33–50.
 32. Schueler MG, Higgins AW, Rudd MK, Gustashaw K, Willard HF. Genomic 
and genetic definition of a functional human centromere. Science. 
2001;294:109–15.
 33. Garavis M, Mendez-Lago M, Gabelica V, Whitehead SL, Gonzalez C, Vil-
lasante A. The structure of an endogenous Drosophila centromere reveals 
the prevalence of tandemly repeated sequences able to form i-motifs. Sci 
Rep. 2015;5:13307.
 34. Bodor DL, Valente LP, Mata JF, Black BE, Jansen LE. Assembly in G1 phase 
and long-term stability are unique intrinsic features of CENP-A nucle-
osomes. Mol Biol Cell. 2013;24:923–32.
 35. Nardi IK, Zasadzinska E, Stellfox ME, Knippler CM, Foltz DR. Licensing of 
centromeric chromatin assembly through the Mis18alpha–Mis18beta 
heterotetramer. Mol Cell. 2016;61:774–87.
 36. Chueh AC, Wong LH, Wong N, Choo KH. Variable and hierarchical size dis-
tribution of L1-retroelement-enriched CENP-A clusters within a functional 
human neocentromere. Hum Mol Genet. 2005;14:85–93.
 37. Hasson D, Panchenko T, Salimian KJ, Salman MU, Sekulic N, Alonso A, 
Warburton PE, Black BE. The octamer is the major form of CENP-A nucle-
osomes at human centromeres. Nat Struct Mol Biol. 2013;20:687–95.
 38. Joglekar AP, Bouck D, Finley K, Liu X, Wan Y, Berman J, He X, Salmon ED, 
Bloom KS. Molecular architecture of the kinetochore-microtubule attach-
ment site is conserved between point and regional centromeres. J Cell 
Biol. 2008;181:587–94.
 39. Bergmann JH, Rodriguez MG, Martins NM, Kimura H, Kelly DA, Masumoto 
H, Larionov V, Jansen LE, Earnshaw WC. Epigenetic engineering shows 
H3K4me2 is required for HJURP targeting and CENP-A assembly on a 
synthetic human kinetochore. EMBO J. 2011;30:328–40.
 40. Fachinetti D, Folco HD, Nechemia-Arbely Y, Valente LP, Nguyen K, Wong 
AJ, Zhu Q, Holland AJ, Desai A, Jansen LE, Cleveland DW. A two-step 
mechanism for epigenetic specification of centromere identity and func-
tion. Nat Cell Biol. 2013;15:1056–66.
 41. Athwal RK, Walkiewicz MP, Baek S, Fu S, Bui M, Camps J, Ried T, Sung MH, 
Dalal Y. CENP-A nucleosomes localize to transcription factor hotspots 
and subtelomeric sites in human cancer cells. Epigenetics Chromatin. 
2015;8:2.
 42. Tomonaga T, Matsushita K, Yamaguchi S, Oohashi T, Shimada H, Ochiai T, 
Yoda K, Nomura F. Overexpression and mistargeting of centromere pro-
tein-A in human primary colorectal cancer. Cancer Res. 2003;63:3511–6.
 43. Lacoste N, Woolfe A, Tachiwana H, Garea AV, Barth T, Cantaloube S, 
Kurumizaka H, Imhof A, Almouzni G. Mislocalization of the centromeric 
histone variant CenH3/CENP-A in human cells depends on the chaper-
one DAXX. Mol Cell. 2014;53:631–44.
 44. Morozov VM, Gavrilova EV, Ogryzko VV, Ishov AM. Dualistic function of 
Daxx at centromeric and pericentromeric heterochromatin in normal and 
stress conditions. Nucleus. 2012;3:276–85.
 45. De La Fuente R, Baumann C, Viveiros MM. ATRX contributes to epigenetic 
asymmetry and silencing of major satellite transcripts in the maternal 
genome of the mouse embryo. Development. 2015;142:1806–17.
 46. Quenet D, Dalal Y. A long non-coding RNA is required for targeting cen-
tromeric protein A to the human centromere. Elife. 2014;3:e03254.
 47. Bailey AO, Panchenko T, Shabanowitz J, Lehman SM, Bai DL, Hunt DF, 
Black BE, Foltz DR. Identification of the post-translational modifications 
present in centromeric chromatin. Mol Cell Proteomics. 2016;15:918–31.
 48. Martins NM, Bergmann JH, Shono N, Kimura H, Larionov V, Masumoto 
H, Earnshaw WC. Epigenetic engineering shows that a human cen-
tromere resists silencing mediated by H3K27me3/K9me3. Mol Biol Cell. 
2016;27:177–96.
 49. Sullivan B, Karpen G. Centromere identity in Drosophila is not determined 
in vivo by replication timing. J Cell Biol. 2001;154:683–90.
 50. Williams BC, Murphy TD, Goldberg ML, Karpen GH. Neocentromere activ-
ity of structurally acentric mini-chromosomes in Drosophila. Nat Genet. 
1998;18:30–7.
 51. Sullivan BA. Optical mapping of protein-DNA complexes on chromatin 
fibers. Methods Mol Biol. 2010;659:99–115.
 52. Hayden KE, Strome ED, Merrett SL, Lee HR, Rudd MK, Willard HF. 
Sequences associated with centromere competency in the human 
genome. Mol Cell Biol. 2013;33:763–72.
